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«■ al^ *!3<pHCE DNA vector)3.-M -fi-Bfl^ HCE E^S. 

hum* ^ 

^aH 7}*lfe #5^1 = (pHCE-F0REX), W s-a^^V ^3*1 & 

#*l7> fc-M 317>^ ^7> $M TflsU- tfl^^ 

WW". *H*M, **| ^^}t1 tfltt UNI #2^1^ »A] 

s. 1 
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^1 {Plasmid having a function of T-vector and expression vector, and expression of the 
target gene using the same} 

3E. l£- *1tt ^^|EKpHCE-F0REX-T)^ 7fl^£ol^. 

S. 2^ JM109S.-¥-^| €■ El^E-l-g. ^e^S. (pRCE-FOREX) 

£ PCRofl ^€ hTNF-aS] *}7}3,+ ^ ^7)^ A>^o]cf. 

£4fe^ ^m^m: #3.^* ^*>7l 3-2-3. 

127fl^ *3.M# Nde\ ^ ^-^ DNA ^71^-f-^r ^>7]-S.i ^ a^o] 

A. 

£ 5fe tS^ ^«fl -Sd^S*^ 127fl^ ^^SflS^fE) <2£- ^^-g- ^71^ 

■f-tr SDS-telo>3L^o>«>©lS. ^(SDS-PAGE) A>^o]rf. 
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<8> Ufl^ 

(polymerase chain reaction: PCR)* ol-g-*M **UKM» * W«<* 

Sft^v °1 PCRS. -B-^> ^4Hfr£r ^r-S- 6 *! Taq DNA ftii 

(polymerase)^ ^2£<>1 ^(terminal transferase) Mil «M 3'-*M 
£fe ^#s«^ = 7> *H- 3 ^^(Clark, J.M., Nucleic Acid Res., 

16:9677, 1988). 

<io> « -fr^uq- ^H-fr^H ^msL^ 

^ola^ *M* sg^MhfrCblunt end) 3^ ^(cohesive end)* £ 
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M- C) ^7>S)<^5a^ ^B^ol E^^- PCRS. ^€ -fr^V ^Tfl #S.^*>7l ^ 

£e];e.1- ^7>a]71^ «j-^o] &c*. -ts.^ sg^^fros ^ safe- ^s^-i- 

^ ^^>ul, ©1 JQ^-^:^ ^ Taq DNA ^JLi: (Mar chunk, D. et al.. Nucleic 

Acid Res. 19:1154, 1991)1- <>1-M cI^a]^^ B^S^5H<>lH(deoxythymidine 
triphosphate, dTTP)«- %7}^7)^, ^(terminal 
deoxynucleotidyl transferase)-!- ^l-g-^HCHolton, T.A. et al.. Nucleic Acid Res., 
19:1156, 1991) tltq^AlElnlia B^S^^HCdideoxythymidine triphosphate, ddTTP)* % 
7}^SL3.^ 3'-^^cH| ^7l» Tf#^l^=7> ^7>€ Ai^ ^ & 

<13> o] tij-tgoflA-^ «^jL-fr^ El^E^7> ^S^H-S., ^ 

*1 l-^r^tr ^^7} afla^g <r tl*H #5.^ apsHH ^^l-o] ^ 

S.^ 3*1 T^r^Cself-ligation) aV^ ^l£7> feo>^ ^ , o] Aj-g-ol tfl^g- 

41 3 3 3* £|<H ^fr wl^rS. ttS^lfc. 4^ -R-#*r ^ 15.^ Jl-^o] t^e)^ 

^ofl Ejn] <§7]# ^ ^t#Bfl^.ElH. t!r ^ ^ Sife ^l^rS^i Q A ,4s/£I (Yoshikazu , 
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I. et aL, Gene, 130:152, 1993), ^afrl (David A.M. et aL, Bio/Technology, 9:65, 1991), II 
S=te JKM f"8: <>1**HS 

#31.2.3 HI- a^B^ofl 3s #7] ^I^Jl^S. ^#*H ^^l- *ll2:SHr 

<16> 5.^3. ^V-g-s|fe pUC19# 7l^S. «U, 7}^ ^ Hph\ 

g Mbo\\S= AA 7*°fl ^71 Jl4i^ Sl^fl7} ^7fl*>JL, ,4s/£l3 1*°1 €-7fl«>^, # 

*1 AfcwI'Sol Sl*l-M7> Jc/wl^i: 7H*ofl ^^-7> 3^5) 

JL SitKKovalic, D. et aL , Nucleic Acid Res., 19:4560, 1991; Cha. J. et aL, Gene, 
136:369, 1993; Testoris, A. et aL , Gene, 143:151, 1994; Harrison, J. et al., Anal. 
Biochem., 216:235, 1994; Boroskov, A.Y. et al., Biotechniques, 22:812, 1997). 

<17> ze^ o] ^^ofl£, Bj^Bl* *)^}7) ^l^rJLiS. ^^V^-i: °fl -fi-^Slfe -n- 
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°]*Wt *1*H. °>7}3.i 4 -fr^fl 

^ sp3*>7fi ^^*>31, -ir^^ ^7} *12:£M ^>7>4^S. ^^>#°1 # 

3*1 ^ fc^S* sfi^*}^, *W € ^^7> 

tb^a, -3-3 ^^-a- tn^um^i $m ^^^1 -M^nt unw^m 

^(annealing) 3fe jL^l ******** ^3 AS ***1*M <H3£ 

> #JL^ ^>S* $W -fi-^V ^r°*l *}*3fe ^-a^#eflJL33=ofl 

3> n^i^H, -B-^} E^Ell #3.^3 *H ^ -B-^>7> "t*€ 
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^a>^- n *\<$*\ oi-g-o] ^o. 7l . jit), ov^oi ^.^> ^oq- 



<25> oh, ^^m^r ^H^^-i- ^^171 *H 

^1^3 PCRS. ^€ ^^Sl ^-^>» #7l tfjE"H SS-^HS- 31^0] 

KM* 3£t)-. 

[^^o] oj-Lj7*> ^ 7]^ 4^11 

-g-^ E^E^ 71^-i- ^Alofl 7 >A]fe Ir^^l-^ ^ ^ ^SHr^l 

#71 ^^3. ^)^o>l- ^^^Cfl 
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-fr#7>3 TO*** *fl**Vfe3| sacf. 

C30 ^71 ^-i- *^*)-7l £ *fl«:-fr **1 #3. *J-Al^O.S. 

TOtf^sai 7l^ 7>*H, 3*1^ -H-^-^-^V^ 

<3i> ^-71 #S.^o] 7 >^tb ^I^tJl^ Sl^Jf^ Hphl, Mboll, AsjEl ^ ZcrolilS. tH§-« 

<32> ^- 4^ j£ 7 ) Tfl^-JL^S. ^-f . #7l #BlTt#3f|-SL 

B) = 7> ^7] j\*\S£{ 3'-^^] «37lS 7}^ ^f«^l^S.7> ii#S)<^ B^B^ 7^ 

* 7H7fl €4. 

<33> rgxgcq H>^^ Sa°H, ^71 %A]^O.S. ulTO^fe pHCE<& 

*H, pHCE^l HCE ^S.2.Bi *HM ^?fl^ ^sjdEI ^I^tJl^ ^^7> S^^M 9X^ 

, $7} ^-7^ AsjEl ^tbJL^L H<q*W *}°H, <£3* ^cjofl ^S/£I ^lltbJl^ ^"M* 7>X] 
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fe §2lfr#efliLHl = 7> &fe ^^-S. *>fe 7)*& **1 

ofl 7}*]fe -fel-i^ = (pHCE-FOREX)-i- *H^4. 

£ S^h (a) pHCE. ^ uflfil AsjEl Sl^^W 31-<S -frlM 

^, >a-7i ^mai si-^^v *i7m pHCE-m-a- *)i*N-fe (b) Asm 

*WpHCE)^ HCE = 5LS-Ei «HM| H<gsH pHCEHC* ^ (c) ^ 7fl^ 

jfspEI *>*H. ^^ofl >4s/£I ^1L±. ^^1- 7}*lfe #e1^r#efl 

#<Q*H 3^<3- *«^Blatf| 7l** 7 }*lfe #^^1S.( P HCE-F0REX)1- ^ 

*»-*>fe Sf^ JHS-S-S *}fe B1^B)«4 MHi^iM 71^-lr 7>*lfe € 

> £ ^8£r ^tb, ^7] ^71 ^lltliS ^71 #<?m #^tt a^l 

= » ^lTl^-ui, ^71 ^s1^efl^B)-7> 3*H ****** iWTOte 

7} <&<gsM &fe ^^.s. *}fe **i**» 

3> ^-71 ****** oj-Ji^Vfe -&-3l*>fe PCR5L ^ a 

H *7l -B-^Vfe *>Mic «^ol ATG°J = *<>1**- *7l ^H^ofl ^l^oj sr^o! 

*|* A>^H «tft PCR 3* *3<*-3- t ^ *7l -a-^> ^°J^H Afcfel * 

I7 > ^. ^*v, ^-7i *«*i33. ^n*\°\ ^ ^^^«r^ **3i*i-» 

tifl^Vfe 3* *3 °-5L *>fe ****^*l ^^H* *H^cK 



30-12 




#3 2004/1/8 



39> -g- (a) #7} ^m^S. «WW d >* m*^**!* ^31; 55 

(b) #7l ^Bj*>* «fl°<**Hr SWfe #"8: "^9-2-3- 

■40> SLZ\ -fr^*}^ S^^^r ^7l (b) l-^^l-^ 

<42> -^7fl^ /JsjdEI *m*2L4i ^^fl7> ^7>€ pHCE-Ml^ 

3 uL^« ^(pHCE DNA vector: FERM P-17814)» 7]-& #3-2-3. *H ^S^aL*}, 
^71 pHCE *|EH ^*»*Kr afl^Jli tl<*HMH -MM*, 

i ^l^-?-^7> *i|7i^ pHCE-Ml^- X}^}^. 
< 44 > ^. 7 fl^ >4s/£I ^ltii ^Jffl* = hW*1* ol-S-* PCR-I: 

pHCE-Ml£] HCE =S.S.E^ SHKdownstreamH ^M)^ AsjEl Q^^A HSJ€ 

pHCE-M2» AS^W. 
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*12#?11: ^12) alNi ^21-^1 H-(pHCE-FOREX)^ 

Asm =*<>w» oi** pate %n W 

^^tit 7 >^m 4 800 bp^ ^^M*^* °1* PHCE-Ml^l A«BI ^JLi Si 

4*4)4 ^<g*H ^13 W^l^ (pHCE-FOREX)-t *«2:*V#^. ^ 

*3«*: a** 3*^-8- #*^1H( P HCE-F0REX)3 a*« *W 
(pHCE-FOREX-T)S.^ 

*<W3 ^^N* #B^*l^(pHCE-F0REX)3L td^o£^ W^'l 

H# -g^sH, 6 l-§-*H »^*1=.* Asm €#*>^. °1 

« o} 7 }S^ «4 «7l«.SJi. ^7flAm ^ 800 bp^ ^s\JL 
Vhfr. "B-^H W 3'-*fc4l Bl-J ^7l» 7}*1 ^f#^5-BlH. *H-^ 5L^Kr ^ 3000 bp 
^ *J-X|3 E|tf|Bl(pHCE-F0REX-T)« 'S^K 

o> 4*3 3444- tf£SW? ^°13°J ^°Ht *V*« PCR* ^^17151, 

B)^^(pHCE-FOREX-T)^ DNA <S^Jl4i(1 igase)» *l-8-*fl 
<2^Kr **d*} ^* SeVoH^ * + , n Al** ATG5L «IH -V 
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aa** 4««h *^ «w *m -wm^ 4*** 

7} A>^fe HS.SBl7> ul^ «*l ^ ^ 

3 g.ol o1 7>^^4. ^*-3 -H-^^l ^ M *«r «4 
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^fe^fe- 3£ #<a?IN*1 *H* 7 >*l *MI* Sftol-H 

i5> *>7l ^Al^oflA^ ^H^S. pHCEl" 

56> atb *M pHCE^l HCE *Hf-*fl ^-7fls1 ^pEI *HHM1» 5L<y*>& 

o.v+, Mh Mboll, Xcm\ % ^JLisL S + . W 3'-*^M 7>*1 

=58> 7 m PCHE *|BW €r*fl*Hr yJsjsEI ^tb^ fl«H . *M ^ ^ 1^ 

Sl«*|Jf$|7> ^flT^ pHCE-Ml-i- *l|£*l-5at3-. 
<59> AJ«| l: 5*^CTGGCTCCCCGTTGTGTAGATAAC-3' 

<60> #71 PCR^r 50 jue * 10 mM H*}^ <*3H^(pH 9.0), 1.5 mM «S^>^1#, 50 mM 
», 0.1% 2=3^- X-100, £ 150 pM^ 4 ^Al^#5^El- S^i^olBCdATP, 

dTTP, dGTP, dCTP)» i#*Hr *1^2:#°11, 50 ng^ jl>£^ ^E}( P HCE DNA vector)* 

^ o.S. *H 10 pmol^ <$7l a-1<1 1^ a^ol^iq. 2 unit^ ExTaq DNA ^JL^ (TaKaRa, 
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Japan)!- $7H* *tt£&£4^fr-8*HiCycler, BIO-RAD, USA)°1M 94t: 302:, 50*;^ 

302:, 72TC4M 1*H#3 ^Sl^S. 3033 a}o]^& ^t®z}%T%. 

<6i> t}-g-o.3., pHCE-hM AsjEl *1-*I441* -M^M 41 «M Asm 

441 (5 ' -GACNNN i NNGTC-3 ' )# StfSRs- *>7l AJfc 2 $ 33 «^«>H» PCR-I: **fl 

pHCE-Ml3 HCE SSSLE) *>^(downstreamH 4 7fl3 >fe/£I XI^tJl^: *M44|7> £<a€ 
PHCE-M21- ^flS*}-^. *>7] Ai<£ 2 ^ 33 3.3"°H ^s/£I ^mjL^i Sl^44l*r 

<62> *}<g 2: 5'-TCCGACATATGGTCATCn€^^ 

<63> a^3: 5 * -GGACTTMGGTCGGATCATTAGTTCCGCGTGGC-3 ' 

<64> ^-71 PCRA13- ^o) pHCE-Ml^- 4^-2.3. *H 10 pmol3 #7] *|<i 2 3* 33 = e}-©H3- 
2 unit3 ExTaq DNA ^^Jl4i (TaKaRa, Japan)» %7}-& thfr, ^JL^^^^-S-^Ci Cycler, 
BIO-RAD, USA)°lH 94t: 303:, 50V<^*\ 30s, 72*C^^ 3-g:# lA>ol#^ ^}tt 30 

33 4°ltt ^4*1-5131^. 

<65> o]^7fl «H ©3<H*l l-ej-^lH. pHCE-M2«- b)^)e^ ^^-5}^ ^-f , DNA 42l» -§-°l^- 

Tfl *}7] 41 *H, ^71 ^7113 4s/£I *H^3L±. <*1^44l *r°W, <£2* ^ofl ^ sjdEI 

ol^43l- 7Hfe 800 bp 3 DNA iHJsH ( p HCE-F0REX)# ^S^V^^h 

^"71 800 bp3 DNA ^^#^r AsjEl $%3L£. «?1^441# ^-fr^ *>7] *1<g 3 31 43 = 
oHf ol-g-tb PCR* **H ^*>5itr. o] pgr «H oj-a^ ^*3*}o|oi 34 2:^3 *1 

3=2^-§- ^-g-*>^Jl, ^jLdi£^«H-7HiCycler, BIO-RAD, USA)°fM 94°C 302:, 50lC*IM 
302, 72*C<M 14^: lA]-o)#3 *Hr 302)3 4 6 ltS. ^^4. 
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•66> Ai<i 4: 5 * KJACX^ ATATGTCXjAAAGTTTATATTAGTGCAG-3 ' 
:67> Aj|5: 5 ' -GACCTTAAGTCCAGTTAAAMCTGCMTATTCXr-3 ' 

c68> ol^Tfl *H ^1-^^ ^tf|3-g- pHCE-FOREXfe tq^S.-*^ 

<69>^aH 2 : 3^-8- ^^l-E.^ 3^3.^ ^ 

<70> ^aHI ^s.^ ^5^! ^I^Jl^ ^1^^-^* ^^fl 800 bp«?l DNA # 

3^-§- = (pHCE-F0REX)» 3*1^3. &&*}7) ^"SH, 

JL^JES. fcaj ^ 3}*H3r B)^Ei-g- ^§-2^*1 2E.# 3 jug DNA ^ lOunit^ ^sjoEI afltrJLdiS. 37 °C 
6*1 ?± ^Ej^r 4^" 1% °>7>3.rt ^ ^ ^1 ^S^^KS. 2). 

<7i> S. 2<>lH, ^llifltl^r 1 kb plus DNA 1 adder (Pr omega Co. USA) ; *H2ell<?l£: .2.^ 3^ 
-§- #^nl = (pHCE-FOREX)» AsiEl(2$\ tt)5. ^ttSX* ^ 3*1 3 ^ 

-fr^r^ 43-^4. S- 2<M ^ Sl^l, pHCE-FOREX 3*13-8- t-e^t<lJ= 7} AsjEl 

^*fl ^ ^ ^38* . <*>7>S.^i ^ Q }^^7} ^3*1 #3ttM 

£.3:= ^>ofl AiS. Aj-^l ^ f E^Ei-g- DNA 1M1 €-3* ^ $a3-fe ^-i: «H1*1-S13-. 

yis/fil^S. ^5l*V5a-6- ^ 3 s 3000 bp3 3*13 DNA #^-8: ^ ^^7lm(Bioneer , 

Korea)* a}-§-*H 4*. 3*13(pHCE-F0REX-T)3- A>-g-S>£cK £. i& ^ JL 

#•£1=1*1301 (pHCE-F0REX-T)3 ^ ^ ^6fl tfltb 7fl^ ! £°13-. 
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c?2> a^H 3 : pHCE-FOREXS.^ 3*13* 0 1** 

<73> i$X\q jl^Q El^El-g- #2*^*1 ^.(pHCE-FOREX)^ ^1^^ As/El* *M«H 

E]ti|£|£| #3.^ &-§:-§• ^^*>7l hTNF-a(human tumor necrosis factor- a) -fr^l*}!- 

<74> hTNF-a -B-Sl*N -B-^>^ ^Hfc^l ATG7> ^€ 'H't 6^ 

<75> ^|6: 5 ' -ATGGTCAGATCATCTTCTC-3 1 
<76> X\<& 7: 5 ' -CAGGGCAATGATCCAAAG-3 ' 

<77> -a-^]- ^-t- 50 frt ^ 10 mM gSK^Offl 9-0). 1.5 mM S^M^^, 

50 mM 0.1% X-100, ^ 150 uM^ 4 ^^-Al^sfl^H B^X^IM 

HCdATP, dTTP, dGTP, dCTP)« 3&D*Hs- ^S^l. io pmol^ ^ 6 ^ 7^ H^^d] 

14 2 unit^l ExTaq DNA ^Jl4l (TaKaRa, Japan)* %7}^ tj~£, ^Jl4i<£^i&-§-71 
(iCycler, BI0-RAD, USA)4H 94t: 303:, 521C*JH 302:, 72TC°*M 402:* 
*Kr 303^ a>°1#3. POM- ^*3*r&4. 
<78> Jfr^ 1% o}7>5.^ 3l7l<g**M SHltb 3s ^ ^^l^lHCBioneer, 

Korea)!- A>-g-«H ^*)1*V£4 (S- 3). £ 3<^1^, *)1 131 1 kb plus DNA 1 adder (Pr omega 
Co. U.S.A.); »12*I]<?}£: 472 bp 3.7}°) ^*fl3 hTNF-a ^# A >#< : »14. 2*IM § 

«1€ 50 ng^ E^e)^ ^ 3*113 hTNF-a -R-#*} *«f-$»* 5 unit^l T4 DNA <&^3L±. 
(TaKaRa, Japan)S £**H tfl^ JM109^1 *8^#«: SrS!^. 33€«r€ tfl^-Sr 5 ml LB^H 
*1<M wflW 4^" t-£h±i*l = l- ^-e^Kzi, hTNF-a^ ^-^H^. 
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» *4*» ***** *4*4AS 127flSl ^L4§ 4*4 ^ rg^, 2-^ 

hTNF- a 7} tf*€ 4* £* ATG5L ***** °1*^ V 

^ xy^ , HCE SSE^W **»£*>** 4* Mtel 4*£i. *4+*?> 

**S|t ** 4*4 A»I 4*A& *** ^4 *** 4*4 * **. hTNF- a 7} 

*** 127^ #^4 M-M 67fl7> HCE 2L3.S.44 **-*£S #3*344 5U** 4*4*4- 
(JE. 4). 

J0> S. 4<>1H, 4l4*4 931** 1 kb plus DNA 1 adder (Pr omega Co. USA); 4231** DNA 

3714 a* ** tna«AS * **4 *4*4* ?V* mias. p hce-forex«- *** *; 
434* ^*1 484* ^ *«>** 44 4144** *^l* 1244 «s4s*4 ** dna» 

Afcfel «m *** * *4* *44. 4 5, 7, 8, 12, 13 « 144*4 *4* 644 * 

-f Mfei4 4*4 **4<H 4= 3.5 kb4 ** DNA **ol **44. 4a*4 4* 644 «s 

47} hTNF- a 7> ***AS 4444 #3^44 5ft«r ^**>£4-. 
:8i> ^ahi 4 : »** **4 ***»s+4 **4te #4^4 ^* 

<82> Jfcfel 4**i *4 4-** 644 #3.4** hTNF- a • 3*4* **4-* HCE 

«ss44 ***^a **4Sft^B.s. * 4447> *4fe **44s^4 4** 4*4 4 
m ^ ^44 4* ^4aa4 **** *4 43. hTNF- a 4 *** * ^ 
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o> #71 #5L\3 127fl§ LB 20*13: wfl^ 4 WMM « 

£ 10 ^-i- 12% SDS-^^<^>al^>^S. ^ (SDS-PAGE)^ ^*fl Sr^Ka, 

(Brilliant Blue R250)iLJL 3*14* <?H*H hTNF-a ^^^S ^WSWH 5). 
34> O.S. 3«« € hTNF-aS. <*<*i|fe «S.7> *fl 4, 6, 7, 12 £ 1331*1^ 

HCE ^^^-S. *^7> ^€ 67fl^ 57H^ a«M 

^-■i- *r 5M. S. 5°fl*1, ^111^^14 831 ^(Amersham, USA)°H , ^fl2efl^l 

*fl7efl<i! « >119^ 0 J tfl^l ^114^1^ SM 127fl^ «* # 

Htf 10 /ag^* #7fltb <*|7W ^ 7 fl€ <MM #7fl£Aife •M* 

#3.^ I27fl^1 ^7fl M-t^i^ *^-aMl *>5i^. 

^.aHI 7}*l^r *^*lS.fc ^^o] -g-ol^JL, #7« >l ^ ZL 

zM 800 bp sH°H. ^ltii aJ #^&p1s. 

+ #5L-H1 ^ «+« ^ Sa^. «M*1, tfi^ ^ -a-^>#ofl <W H ^ »^ 
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WW 2] 

>fll*j-6fl &<>M, El^jEl 7>^t!: ^1^Jl4i Sl^l^Sr Hph\, MboW, AsjEl ^ XanlSL 

s, ^€ «<M *W-«>l3i, ^-71 27flfil ^tbai *}°H #b!tt#^I^ 

3] 
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*4W Sft*W. PHCES1 HCE «HM| ^MW ^s/£I *«L& *WMW 

^S, *7l ^-7fl^ AtfEI *«L& <^^H *>°W. *M ^1 T^Jl^ 

^- ^-aH 7Hfe 1-5^1 2.(pHCE-F0REX). 
WW 6] 

J= (pHCE-FOREX) ^ 

(a) pHCE ^ W AsjMl *\}&S-± "MM*. ^ 
i oi^^7> *fl7m pHCE-Ml^: 2)1 ^^1; 

(b) AsjMl 3E^*Hf Se}°H» <>l-8-«: PCR* ^f-*B ^ 7fl^ ^s/£I 
SW^MI* ^(pHCE)^ HCE *HM £fl«H pHCE-M2# *fl 

( C ) *7l ^ 7flSl jfcpEI JflM^ A}oH, ^ofl ^1 ^jL-fc 
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^*1S.(pHCE-F0REX)1- *lWHr #31. 
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IttV 7] 

*|7^HI Sa°H, -fr€*Hf PCRS. SiUfr ^3 *m HMW^I. 

9] 

10) 
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*ii7*8- w moy & & w *«^^s. 

121 

I^t 1 * 131 

^ ^ 4*8=^ Bl-oitf e^ 7 > #<gs)<H 

14) 

(a) *1113^ *H1bM» ^ 

15] 
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IS 1] 



IIPfSMk^~3J TMloei 

II^MMy codon F fc protein f lT 



| Enteroklnase 
sita 



MCS 
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[S- 5) 



vvi? *vr -j^* r'-r^f * * 1 wi ?> *p 




<110> BIOLEADERS <120> Plasmid having a function of T-vector and expression 
vector, and expression of the target gene using the same <130> P03-114 < 

160> 7 <170> Kopatentln 1.71 <210> 1 <211> 26 <212> DNA <213> 
Artificial Sequence <220> <223> PCR primer for deleting AspEl site in pCHE vector 
<400> 1 gcctggctcc ccgttgtgta gataac 

26 <210> 2 <211> 43 <212> DNA <213> Artificial Sequence <220> <223> 
PCR primer containg AspEI site <400> 2 tccgacatat ggtcatctcc ttcggtatat ctccttttt 
cag 43 <210> 3 <211> 33 <212> DNA <213> 

Artificial Sequence <220> <223> PCR primer containing AspEI site <400> 3 
ggacttaagg tcggatcatt agttccgcgt ggc 33 <210> 

4 <211> 31 <212> DNA <213> Artificial Sequence <220> <223> PCR primer 
for 800 bp polynucleotide <400> 4 gaccatatgt cgaaagttta tattagtgca g 
31 <210> 5 <211> 33 <212> DNA <213> Artificial Sequence <220> <223> 
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PCR primer for 800bp polynucleotide <400> 5 gaccttaagt ccagttaaaa actgcaatat teg 

33 <210> 6 <211> 19 <212> DNA <213> Artificial Sequence <220> <223> 

PCR primer containg ATG sequence <400> 6 atggtcagat catcttctc 

19 <210> 7 <211> 18 <212> DNA <213> Artificial Sequence <220> <223> 

PCR primer containg ATG sequence <400> 7 cagggcaatg atccaaag 

18 
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